Gel shift analysis with oligonucleotide probes containing progenitors, we utilized murine stem cell virus (MSCV) these sequences revealed that PU.1 bound the IL-7R␣ based vectors (Hawley et al., 1994 ) that contained PU.1 gene site 2 with a higher affinity than site 1 (Figure 2B ).
or IL-7R␣ cDNAs ( Figure 4A ). The control and PU.1 retThe IL-7R␣ site 2 has a comparable affinity for PU.1 as roviral vectors contain a GFP gene whose expression is the B site in an Ig gene enhancer ( Figure 2B ). We made possible by an internal ribosome entry site (IRES) note that the IL-7R␣ site 2, and not a mutant version (Pear et al., 1998 ) were introtides were annealed and end-labeled with ␣-32 P dCTP using the Klenow fragment. DNA binding reactions were performed for 30 min duced in each well and infected by coculture for 2 days in complete IMDM medium containing 4 g/ml polybrene and 5% conditioned at 25ЊC and contained 5 ϫ 10 5 cpm of probe, 2 or 4 l of IVT PU.1 protein, and 0.5 g of poly-(dI-dC) in a final volume of 20 l. The medium from J558-IL-7 cells. Infected cells were removed by gentle pipetting and transferred onto a monolayer of irradiated S17 stromal resulting complexes were resolved on a 5% native polyacrylamide gel using 1ϫ TGE buffer, at 150V for 2 hr. cells. Cultures were fed with fresh IL-7-containing medium every 4 days and analyzed after 10-14 days. All experiments were performed at least three times unless otherwise indicated. The statistics shown Transient Transfection Analysis represent means and standard error of n experiments.
pGL3 ( tates were collected by centrifugation and subjected to six rounds of washes. DNA was purified from the input and the immunoprecipi-RT-PCR Analysis tates by phenol/chloroform extraction and ethanol precipitation after RNA was isolated using RNAzol (Tel-Test) and reverse-transcribed reversal of crosslinking by heating at 67Њ C for 5 hr and a proteinase K using a first-strand cDNA synthesis kit (Pharmacia-Amersham). RNA digestion, 45ЊC for 2 hr. Input and immunoprecipitated DNA samples concentration was normalized between samples by performing 20 were dissolved in 100 l TE and 5 l of each was analyzed by or 25 cycles of PCR on serial dilutions of cDNA using primers for semiquantitative PCR (30-35 cycles) with primer pairs derived from ␤-actin. PCR was performed for 30 cycles using primers and condithe IL-7R␣, c-fms, Ig, and hprt genes (see Supplemental Table  tions described in Supplemental Table S1 at http://www.immunity. S1 at http://www.immunity.com/cgi/content/full/16/2/297/DC1). For com/cgi/content/full/16/2/297/DC1. PCR products were visualized quantitation, 0.1 l of ␣-32 P dCTP (6000 Ci/mmole) was added to by ethidium bromide staining and digital photography (Kodak the PCR reactions and the PCR products were visualized by autora-DC120). Each RT-PCR analysis was performed with at least three diography and analyzed using a PhosphorImager (Molecular Dyindependent RNA samples. namics) after being resolved on a 6% polyacrylamide gel.
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